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p r o t e i n ; AFP) ^ffi«-7-*-^;b-CffiV^fc^^S##l^lL^^ 
(R- P H A)-«^R I A ^^ m^LB^^^^M^ 

•r-;{7-i:L-CffiV^fcr^i^if^i^•-ri>./Ts/■fe-r (EI A) -^RIA 
(t' — X©*B)fe) CAl 5-3 ilr fll — ~ t b-C^ V> fc R I A 

A/Ty-fe'l' (EIA) ^^ CA125tr-^ — * — i:b'CfflV^fcRIA 
(f — X@*a?fe)-^sPIVKA II ([protein indue 
ed by vitamine K absence or anta 
gonist] II)^ffiV^fc:^>'if'1'A.^AyTs/ir^ (EIA) 

L;?i>b;tedSb. ^nh<DW^ml7mX-\t. CEA. AFP. CA15- 
3, CA50. CA125x PIVKA I Ii:V^ofc^il^i^ il^. 

BP^^::<?5feS-o<^lii«-^-:^-i«srxn^v--;^(hTERT)j 

"C fe S o 

-oxn^w-;^ (hTERT) f:i, 9 0 %©sffi-t?m^ ui-oism 
■r^mmm^mM^^m mm) -efc«3 . ^o^t^^s i 9 9 4^Km^ 

$tb-Cl*A5l5(Kim NW. Science. 23; 266; 2011 

-20 1 5 (1 9 94) ^#Rl)>^<^^^ ^^^(omM^Rxj^mmmmi)^ 
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5 ^ ^ ^ tl/ i?!^ (Chen XQ. Clin Cancer R 
es. 6:3823-3826 (2000)). ^SdS60%UiTt?fc«? 
IS * IS ^ I- I* {5 i^*^ (Kim NW. Science. 23;2 
66:^201lH~^20l5H(1994).Chen XQ. C 
lin Cancer R e s . 6 : 0 3 8 2 3 M ~ ^ 3 8 2 6 H ( 2 

0 0 0 ) Sr#R^o)o 

*fc. jfiL^Slml pflc*3(t5lj@(^)il3*fllJ3S<^#^^5^^W-e^Sia.^ 

^^ds^^t?#n«> ^tiii. 5p^b-c^^u-cv^s^gp-e 3 0 0 0 10 

~ 4 0 0 o^io^iaiviEE^-rSo il]^fe^^:*3v^x. mm^^m^^^fc^ 

1-5o ^felC, 3 0 0 0 4 0 0 0 ® 0#^*lBII&*Sffi5©1='<^^^1^'^ 

0. 0 1%X•fo5#^>^^•^'^^4X10 7ii(D^lla^5^*tuS^:t 

r > a -a i /5S -T? # Jfe v^ „ 
i^X% 
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^^^^5> RN A(?5^^'^tf^iN-^lr#SXm ^ s R N A Sr tP « iisi- 

b it Ife 1^ c D N A%^fifei-6iii^^#^Sf& 

PCRtr. T'y'f-^-tb-C. hTERT-ett^ CGGAAGAGTG 
TGTGGAGGAAi:GGATGAAGCGGAGTCTGGA^ffi 
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^ u-;^ (hTERT) ^ AF F ^^m-r ^ X ^ ti:m-^\^it-<. ^^WflS 

*fc. p c R trfr 5 l^l-^ffl-t*S ^7 -^-trX^-r S CI i -xfs 
^0 ^ iJi *3 V ^ X ?S jM la <^ # ^£ SE ^ ifn. ^ 4' :^»^ b ^ tti "^^ ^ 

m ® o ^ ^ ?ie l5i 

(CD3. CD8, P CRJdJ; >9ii*S^tbyhP CRm«^SrP C 

Rm^^^:ife^1■5^^fe^^fflv^,3£ft6^)^ct^-^B!li-s)b*>:^m•c#■f^ 
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^jiSic^-^^ tO±^ {c^ $ ti/T S o Si: % HI <^ :fe ^ f* 9 5%^t*SB:m 

^ 3 1^(4. |g -1^ S J* ^5 IS ^ (hTERT mRNA) tilJi'SiS 

(hTERT mRNA&U^AFP mRNA) 
H.Slllfis 20<^jtfe^|gm (hTERT m R N A jSlU^ A F P mR 

NA) 05®^ir^^fe^-J:'5Jta^b©^ltt#Mft^^UXV^'5ROCtt 

^-efoSo(ROCft^^i^Receiver operator cha 
racteristic curve analysis ^:^i~o) 

FP. AFP-L3. DCP) KX^mBm:^mt. 2oOjte^^^m 
(hTERT mRNAS.t)«AFP mRNA) ^ ^ ^WWi:^ ^ <D 

m 7 mn. fif:ffi^i^isn^%^<D m^-^ — ti— (afp. afp-l 

3, DCP) t^^^fe-CfflV^fc2 O ©itfe^ (hTERT mRNA 

^X^A-FV mRNA) © :^ Sr s i4 ff S 6 fff ^ © J© ^ X' ^ ^ 
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^ o 

:i<DX.UKis\,^x\-i. J^lLM1>S^^i# L.xv^;5 RN A^. {ik © jfi JIB la 

S#Ol^^<0Tlc, J: nhtx^tii^m (^l~ 2 ml) 7 0 0 

~8 0 0 X g-ei O^m. 4'C-e3i'i>5>ilb^ ii?ttrm<Z3RNa s e f 

■^M^ s ±^f4■SlJORNa s e. f r e e(D^^^:^(^^U% ft^t^> 

I 

1 6 0 0 ~ 3 P 0 0 X g -e 1 0 4 ^ 'L> 5)- H L s R N A ^ # tf 

2) ^jflL^ff ICE D T A;6S?SAbTV^5*'^ 
±|B1) ill#tcU-C#bnfc:|*:|^Srl 5 0 0-1 6 0 0 x g-ei 0 
4°C-ei^'L^:9•ill-^ ±SS:ftll<^RNa s e f r e e (D'f-a. — zf 
(Ci^ 1 5 , 0 0 0 X g JJi±-C 1 0 ^-m\ 4 °CX'^'iL>^»l Jl^t 
SrO. 22micro nieter<Z37W'/Vt? — X'^SjaUT^RNAtr 

tp J© I* ^4 t b-r^ ji: C}c^-v-.-;5 d^-— ^-^ * -e- 8 o 'CicSfJgJ-r So 

^{C, RN A^#tff^;JiSf^Sr. y^-f -^-i: U-C>hTERT©i#f*. 
CGGAAGAGTGTCTGGAGCAAfcGGATGAAGCGG 

AGTCTGGA^I|V^. PCR^^TV^, PCRtCj;l9itii'I^^fcPC 
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AFP-e(4. ^^'f-^— CCAGAAACTAGTCCTGG 
ATGTiiCGTGGTCAGTTTGCAGCATT^ffiVN, PGR 

r) ^ mm-r ^ t . ±IB1) Xf±2) tii^PMbfc. RNAtr 

S/h/I^(At 1) (Om^B.'0U i d i lut ion buf fer). 1 
ysis buffer(SV total RNA isolation 
s y s t em). :Sfcfi. TRI z o 1|^^S^>^V^T^ ^<D=^s DNa s 
e^Oia^-^AyfcRNAtta<Sr-^-^TyV d^^ilXMi. SV t o t a 1 
RNA i so 1 a t i on sys tem(D-^ — a-T/V) (rtJ§o-C#,9 

2^<D^iiHCi.'0^htltcRNase free water 200 
micro literif'tDRNA^. 20 micro literSrR 
T-PCRSf&{CffiV^5;0^.1O micro liter^S^c^^lft 

lC7&5J;5{-PiSlbs •^-fjf'J^y (m 1) <lrRT-PCR 



c DN A:^:fe^-t-SjS!i^^^^SlSfcm5fefe« (rro^-efi. SYBR 
Green 1. n s/ (R o c h e ) IhM =lr ffi V^ "C 5 „ ) ^^VNfc^ 

P C R^fe^i^:/^/^^^^ — 7'-C=fT 5 o 

*3fe^^(:l(?5^J■C^*^SYBR Green l,n5y:X:x(Roche) 
*hSi S^I|V^TV^5o) ^ffiV^, •r::^a.T/V (wOMTMis One S t e 
p RT-PCR kit iQ I AGEN)<D'r ^ /l^)iC^oX 
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SrIiMb. ^^^mmm^\^. L i g h t C y c 1 e r (u (R 

o c h e) 1=±ii)t^-fe'> ^^-^^ -^^-^^^ ^ ^ * 

ep RT-PCR kit (QI A G K H ) <D =^ ^ T ^l-XD ^ ^^M ^ 

m^itmmt u-c. 9 5 "c-e i s 3 ) 3 ^ x :y p c 

mx.\t. yy^-^-tVX. hTERT-et*. CGGAAGAGTGT 
CTGGAGCAAi:GGATGAAGCGGAGTGTGGA&fflV^. 

AFP-C(*. CCAGAAACTAGTCCTGGATGTi:CGTG 
GTC AGTTTGG AGC ATT&fflV>5o # b th SO ^ « ^ #M 

NA^iCtt. xy^-^^^^^iii (CD3. CDS. P C R i ^) <g ^ 

fcPCRm^itrPCRm^^il^-^i-^^^^^^^^^^ ^»6«)l3:tl-tl!li- 

D3. CDS. CD19> CD2 2. CD45. CD68«mRNA^i: 



O 
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Omni6^X^mmi,^<^flX. h T E R TmRN A(D|§m«^i^PgW»^« 

^ <5 -c v^ S t d5 . e Tie o o 

^5§m (hTERT mRNA&0AFP m R N A ) ;|r#^ft«?WUfc 



>f /vx#?ic ^oiL^t^6^^s)^ ^SFJfa (®«^> ®«fc. M^o^^b 

) i:(Z?#^»^^=^{^<fcatti«?l-"t hTERTmRNAcZ) 



5S ^ P -05 5 ^ i: *5 ^ e> dM- J^fc o fc o 

5g|fi. 20(DitfeT-|Sm (hTERT m.RNA5:t)^AFP mR 



X' 5 o X ROC 



^Receiver operator 



characteristic curve analysis Sr^i", 
:2^|gPJi^'0^5a'fe^^m (hTERT mRNA) Id i 5 *i^if ;^lfe«> 

3t'IS^^|gm (AFP mRNA) J; S ffi ^ if ;^ ^fe « ^ m^:d^7 

0 . 1 % fc D . # 6 5 . 8 % -e fo o o 

fff ;5f ^ O ^ ^ (IS i: A/ if offFI§;«f ^ ^i-^t^'l^^*^ 



wo 2005/049864 



13 



PCT/JP2004/01 7542 



td-^^Ssft-lg^^^m (hTERT mRNA) K X ^ ^^Wr (O m ^ it . 
8 5. 9%-efc^5^ i^tc^ ^m&it^ 7 0. 0%-efe^9^ ■ftk(^M3®-^ — 

— {31 ^ 5 © Jfc o o 

FP. AFP-L3^ DCP) t . 2 0>)jtfe^^lSm (hTERT mR 
NAS.T>*AF P mRNA)tc:j;§'jffi^^;^lfe©^Sffi^"^fefc#Blj7^^ 

*fc. l|7Sf4. If :^ :^ {c: *5 Jt S 5l5 © Iffi 3® — — (afp. af 

P-L3. DCP) X ^m^^:^^ t , 2o<Djte^^^m (hTER 
T mRNA^U^AFP mRNA) X ^ ^WWi ^ (D m ^ ^ > ISttffF 
m M i)> h M ^ (D mux- . ^^*3 J; U5#^lt tdo V>T tfcti Ufel^-Cfe 

6 mRXJ^f^ 7 m7b> h . If i^oM^^-^ — :^ — — o t?fe 0 ^ * t> ^ 
iK;JSii5diofcT/v:7r::7ai h u T ^ > (AFP) ilr20(©jt^^^l§^ 

(hTERT mRNA^t)«AFP mRNA) X ^ 'j&^m:^ ^X ^ iH 
Ufci;i^> *|§BJ{^-^5Jte^|gm (hTERT mRNA) {CiS^S 

# ir ife <^ Ji^ , =eg 5l5 <^ jt ^ ?a (AFP) icX^^WWi:^^ 

69. 3%x #M^60. 0%) <t<9%ii5V^i^ig (i^g85. 9%. # 
M S 7 0 . 0 % ) ^ :^ -r ^ i > e> dMC ?i o fc o 

*fcx*|gPJ{c:'^'5ite^l§ia(AFP mRNA) (c<fc5S^ir;^& 

©:i^;5>,=e§*(7)it'e^Bm(AFP)lcJ;S^^®fj^*fe(i^A6 9. 3%. 

6 0. 0 %) i «5 t V^i^* imS. 71. 6 %. 67. 5 %) 

* i" :i /OS , b JiiMc ^j; o fc o 

;i(55^i^^b>;i^|g0J{-'0^Sjl^^l§?i (hTERT mRNA) tJlJ; 
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tbfco J--^ 5 ite^ISm (IxTERT mRNA) J; S S 

*fc,7|s:^KiC^S»e^^3^(AFP mRNA) lcj;§^#if:^fe 

lcr«figi:L-C. ^ 'f' R N A (e: J; § V j|lB flS # ^ ^ if N •fii^w^/w-C 
SJS^ir^^fetL-C. jfiL^^cp;5^bRNA^ttmUfcM^^b^cdS, 

^ ^ ± f ij ^ ^ '14 

O # ^ SE m ifo. ^K b^tti-e#S(Z)X'^ feig^fT^ J; o T^iB 
mi^r^li^. U^%(Dm^mU^t>h'r n ;^ U-':^. (hTERT) ^AF 
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ft ^ <^ 



1. w-m^i>>h. ii^ms^-mmm^^ti.x. rn Ao^^^tfis;^^. 

^*R^S:i:m^fe^*^v^fcP CRSr. :^y4^-t\.X. hTERT 

-CM*. CGGAAGAGTGTCTGGAGCAAi^GGATGAAG 
CGGAGTCTGGA^ffiV^X^fV^. mU P C R \C X ^ M M ^ ti. tl P 

^J^?im3fe^lSSrfflv^fcP CRSr.:/7^-^-i: b T . A F P t? }i . 

CGAGAAACTAGTCCTGGATGT tCGTGGTCAGT 
TTGC AGO ATT&fflV^X^fV^. f& |B P C R J: "9 it *I ^ H fc P C 
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<110> Miura, Noriinasa 
Shiota. Goshi 

<120> Method for cancer diagnosis 

<130> PMUR-697 

<160> 4 

<170> Patent In version 3.1 

<210> 1 

<211> 20 

<212> DNA 

<213> Artificial Sequence 

<223> Sequence of upstream primer for hTERT 

<4Q0> 1 ^ 
cggaagagtg tctggagcaa 20 

<210> 2 

<211> 19 

<212> DNA 

<213> Artificial Sequence 

<220> ^ r^r-n-r 

<223> Sequence of downstream primer for hTERT 
<400> 2 

ggatgaagcg gagtctgga 19 

<210> 3 

<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of upstream primer for AFP 

<400> 3 

ccagaaacta gtcctggatg t 21 

<210> 4 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of downstream primer for AFP 

<400> 4 

cgtggtcagt ttgcagcatt 20 
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